internally labeled EPO and suggest that iodination may specifically affect the internalization step. tions.5 Three to 5 days after the last injection, the animals were killed by cervical dislocation, and the enlarged spleens were aseptically removed and teased apart in nucleoside-free a-medium supplemented with penicillin and streptomycin, (a+P/S) (GIBCO). The resulting crude suspension was passed through I 8-g and 2 1-g needles (Becton Dickinson) to produce a uniform single-cell suspension. The few remaining clumps were permitted to settle out. The supernatant was centrifuged at 600 g for 5 minutes. The pellet was suspended in 2 mL of NH4CI-Tris buffer to lyse mature erythroid cells osmotically, diluted to 15 mL with a+P/S, and recentrifuged for 5 minutes at 600 g. The cells were finally suspended in a + P/S + 20% fetal bovine serum, 0.1 mmol/L of /3-mercaptoethanol (binding medium) at a density of I to 4 x 10' cells/mL. To discriminate surface-bound EPO from internalized EPO, the widely used low pH/salt method was used.a t In brief, the cells centrifuged through the FBS cushion in the binding assay were resuspended in 0.05 mol/L of glycine-HC1 buffer pH 3.0 containing 0.1 5 mmol/L of NaCI and were incubated at 0#{176}C for S minutes.
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